None of the remaining 67 isolates utilized aminoacetone when washed suspensions of the bacteria grown on L-threonine were incubated under standard conditions (Higgins et al., 1968).
It has been recognized for some time that most intracellular folate is attached to several glutamyl residues (Rabinowitz, 1962 ). An early study on yeast indicated that its folate was attached to a total of seven glutamyl residues (pfiffner et al., 1946), although this organism has now been shown to contain some hexa-and octo-polyglutamates also (Bassett et al., 1976) . Studies on mammalian folate polyglutamate distribution indicate that it is principally a mixture of penta-, hexa-and hepta-polyglutamate (Brown et al., 1974a; Shin et al., 1974; Leslie & Baugh, 1974) , although the exact ratio of the three in the fully equilibrated endogenous state has only been determined in one instance (Brown et al., 1974~ (1974) were done after the folates present had been converted into the corresponding p-aminobenzoylpolyglutamates in a manner similar to that described originally by Houlihan & Scott (1972) . The only significant difference between the three 562nd MEETING, BANGOR studies was that owing to the low specific radioactivity of the radioactive pteroylglutamate (ReGlu) used by Baugh et al. (1974) , the concentration of exogenous folate used by them in their medium was several thousand times that used in the other two studies. We have reexamined the folate polyglutamate distribution in L. casei (N.C.I.B. 10463), using different concentrations of exogenous [3H]PteGlu and have found that at higher concentration longer-chain folate polyglutamates are not formed.
The folate polyglutamate distribution of Escherichia coli was also determined for both wild-type (K12) and a paminobenzoate-requiring mutant (N.C.I.B. 8109).
The materials and methods used were essentially as previously described (Houlihan & Scott, 1972; Brown et al., 1974b) . The following radiochemicals were supplied by The Radiochemical Centre, Amersham, U.K. : [3,5,9-(n)-3H]ReGlu at 5 Ci/mmol; PteGlu-
Inocula of L. casei were prepared by growing a freeze-dried culture of the organism in 4ml of nutrient broth to theexponential phase; 1 ml of this culture was used as inoculum for 200ml of medium in 500ml Erlenmeyer flasks. The bacteria were grown at 37°C with shaking for 36h, by which time they were in the stationary phase. In all cases commercial folate-free media, supplied by BBL Laboratories, Cockeysville, MD, U S A . was used. Different concentrations of labelled and unlabelled PteGlu were added at the start of the incubation, giving final exogenous folate concentrations of 0.441, 7.056, 172.056, 337.056 and 1657.056ng/ml. E. coli inocula were prepared as follows. A freeze-dried culture of the mutant E. coli (N.C.I.B. 8109) was grown in 4ml of nutrient broth overnight at 37°C; 1 ml of this was used to inoculate 15Oml of medium in an Erlenmeyer flask. The K12 strain of E. coli was sub-cultured from an agar plate and also grown overnight in 4ml of nutrient broth, and 1 ml of this culture was used to inoculate 150ml of medium in an Erlenmeyer flask and growth was for 24h at 37°C (Brown et al., 19746) . The uptake of added radioactive compound was calculated by measuring the radioactivity in the starting medium and that remaining after the cells had been removed by centrifugation. Both organisms were harvested by centrifugation and washed twice in 0.9 % NaCl to remove any label attached to the outsides of the cells. In all cases the bacteria grew well and incorporated sufficient label for extraction of the pteroylpolyglutamates to be feasible.
Columns were calibrated by running either the radioactive folate polyglutamates described above or non-radioactive folate polyglutamates (Houlihan & Scott, 1972) prepared by the method of Krumdieck & Baugh (1969) .
For L. casei. the profile of the folate polyglutamates at low exogenous concentrations (0.56nglml) of label agrees with that already reported (Brown et al., 1974b; Buehring et al., 1974; Scott et al., 1975) , in that major poIygIutamates present were found to be the hexa-, hepta-, octo-and nona-glutamates. When theconcentration offolateinthemedium was increased the pattern obtained indicated a shift to shorter polyglutamyl chains.
The folate distribution patterns of E. coli were very similar for the mutant and wild type (K12), showing the following percentage distribution of polyglutamyl derivatives: mutant (N.C.I.B. 8109): 13% (mono); 18% (di); 30% (tri); 13% (tetra); 20% (penta); 5 % (hexa); 1% (hepta); and wild-type (K12): 13% (mono); 143% (di); 36% (tri); 12% (tetra); 16% (penta); 8% (hexa); 13% (hepta).
The results indicate that the pteroylpolyglutamate pattern observed, in L. casei at least, is dependent on the concentration of exogenous label. Large amounts of exogenous folate in the case of L. casei caused shorter pteroylpolyglutamates to be formed than with smaller amounts of label, perhaps because of overloading the biosynthetic system. The possibility of being able to induce synthesis of either long-or shortchain folate polyglutamates by altering the growth conditions may prove useful in determining the function of these important cofactors.
